Background: Multidisciplinary attempts to understand the etiology of breast cancer are expanding to increasingly include new potential markers of disease risk. Those efforts may have maximal scientific and practical influence if new findings are placed in context of the well-understood lifestyle and reproductive risk factors or existing risk prediction models for breast cancer. We therefore evaluated known risk factors for breast cancer in a cancer screening trial that does not have breast cancer as a study endpoint but is large enough to provide numerous analytic opportunities for breast cancer.
menarche (16 years or older vs. < 12: RR = 0.81, 95% CI, 0.65-1.02) or menopause (55 years or older vs. < 45: RR = 1.29, 95% CI, 1.03-1.62) were less strongly associated with breast cancer than was expected. There were weak positive associations between taller height and heavier weight, and only severe obesity [body mass index (BMI; kg/m 2 ) 35 or more vs. 18.5-24.9: RR = 1.21, 95% CI, 1.02-1.43] was statistically significantly associated with breast cancer.
Conclusion:
The ongoing PLCO trial offers continued opportunities for new breast cancer investigations, but these analyses suggest that the associations between breast cancer and age at menarche, age at menopause, and obesity might be changing as the underlying demographics of these factors change.
Clinical Trials Registration: http://www.clinicaltrials.gov, NCT00002540.
Background
Environment, genes, and lifestyle work together to increase or decrease the probability of developing female breast cancer [1] . Events early and late in life consistently influence breast cancer risk [2] , but it remains difficult to explain why some women develop breast cancer and others do not [3] . This complicates prevention, yet some groups consistently have notably higher risks than other groups: women whose relatives have breast cancer [4] , who first give birth later in life [5] , who use exogenous hormones for extended durations [6] , and who are overweight or obese after menopause [7] .
Most of these conclusions were drawn from individual studies conducted in the 1970s through the late 1990s, or collaborative efforts to quantify risk across many studies [8] [9] [10] . Whereas many early studies were exploratory (because risk factor associations were less clear) contemporary studies can have additional or alternative aims, such as searching for molecular markers, evaluating risk among younger women or under-studied racial/ethnic groups, or testing new and refined risk prediction models. Expanding the breast cancer literature this way is obviously necessary, but a logical approach for these studies would be to determine whether the epidemiology of breast cancer in newer studies matches or differs from the published literature to date; because these new foci will likely be most fruitful if placed within the context of known risk factors for breast cancer, both to see whether markers modify those risks or are independently associated with those risk factors [11] . The Prostate, Lung, Colorectal, and Ovarian (PLCO) Cancer Screening Trial [12] , although not primarily a breast cancer study, includes extensive data with which to test and develop hypotheses about breast cancer etiology. We therefore analyzed relative risk estimates for etiologic factors linked to breast cancer using the extensive questionnaire data from the approximate 75,000 post-menopausal women in the PLCO study.
Methods

Study population
Prorok et al. [13] previously described the full details of the PLCO trial, which includes both men and women. This analysis only includes women. The National Cancer Institute (NCI) designed this trial to determine whether routine screening with chest X-ray, flexible sigmoidoscopy, and cancer antigen 125 (CA-125) plus transvaginal ultrasound could reduce mortality from lung, colorectal, and ovarian cancers, respectively (Clinical Trials Registration:
http://www.clinicaltrials.gov, NCT00002540). Recruitment occurred at ten U.S. screening centers (SCs) between 1993 and 2001. Women were considered eligible if they were between ages 55 and 74 and had no previous diagnosis of lung, colorectal, or ovarian cancer. Women who were receiving cancer treatment or participating in another screening or prevention trial were ineligible. Women who had bilateral oophorectomy or were taking tamoxifen were originally ineligible but later allowed to enroll. All participants provided informed consent. Institutional review boards at the NCI and each screening center approved the study. Although the current analysis does not address the PLCO trial's main objectives, the PLCO trial follows the Consolidated Standards of Reporting Trials guidelines [14] .
Within-center age-and sex-stratified randomization assigned women to either a control arm, where they were asked to follow their usual medical care, or an intervention arm, where they were offered screening at regular intervals [13] . Participants completed a self-administered risk factor questionnaire at entry, which queried information on demographics, smoking, history of cancer in firstdegree relatives, anthropometry, personal medical and medication use history, and personal history of cancer screening tests. Reproductive history covered menarche and menopause, parity and age at first pregnancy, and gynecologic surgeries, including hysterectomy, oophorectomy, and tubal ligation. The questionnaire ascertained age at first use and total duration of use of oral contraceptives. For menopausal hormone therapy, the question-naire asked about ever-use, current use, and duration of use but did not differentiate estrogen-only formulations from estrogen plus progestin.
Cancer Ascertainment
Participants received a mailed annual study update (ASU) around each anniversary of their randomization date. The ASUs ascertained the type and date of any cancer diagnosed in the previous year. Study staff contacted nonresponding participants by mail and telephone. To validate the self-reported cancers, staff retrieved medical records (for standardized medical record abstraction of pathology reports), death certificates, data from state cancer registries, and information from next-of-kin for deceased participants.
Of 78,231 enrollees (39, 116 in the control arm and 39,115 in the intervention arm), 2085 women were diagnosed with breast cancer (including 388 carcinomas in situ) through May 31, 2003 . This included 121 (5.8%) self-reported (i.e., unconfirmed) and 1964 (94.2%) confirmed breast cancers. Except where noted, self-reported breast cancers from both arms were included as study endpoints for this analysis; incidence did not differ between arms (data not shown).
Statistical Analysis
Analysis excluded 659 women (353 from the intervention arm and 306 from the control arm) who never returned an ASU form (and thus for whom breast cancer status was unknown) and women who reported a positive (N = 5119) or unknown (N = 1878) personal history of any cancer before randomization. We considered the 70,575 remaining women at risk for developing breast cancer from the date they completed their baseline questionnaire until the first of the following: breast cancer diagnosis, death, or last ASU.
Follow-up is scheduled for at least 13 years [15] . The mean follow-up time for all women in this analysis was 4.98 years (range, 0.01 years to 9.33 years). The mean (SD) ages at entry and exit were 62.9 years (5.4) and 67.9 years (6.1), respectively. The total number of womanyears of observation was 389,714.
Using Poisson regression in EPICURE software [16] , we generated incidence rates and rate ratios (RRs) via standard likelihood ratio methods [17] . Age and calendar time were time-dependent but all other variables were timeindependent. We adjusted all RRs for attained age, calendar time, PLCO screening center, age at menarche, age at natural menopause, age at first birth and parity, firstdegree family history of breast cancer, benign breast disease, current height, and menopausal hormone therapy use. Complete-case analyses produced similar results (data not shown), so, unless noted, we present analyses that included all participants. We chose the final adjustment factors by comparing models and then dropping potential confounders (e.g., education, marital status, and others) whose presence did not substantially affect the parameter estimates. The final ratio of events to independent variables was approximately 20:1. Randomization produced nearly identical distributions of demographic and reproductive characteristics between arms, and further adjustment for trial arm did not change any results (data not shown).
Results
Most participants were white but nearly 7,000 (9.7%) were non-white (Table 1) . More than 9,000 women (13.7%) reported having a mother, sister, or daughter with a history of breast cancer. More than 5000 women (7.3%) first gave birth after age 30. One third of the participants reported a surgical menopause, approximately one half used oral contraceptives, and two thirds used menopausal hormone therapy. Based on BMI from selfreported height and weight at baseline, one third of the population was overweight (BMI ≥ 25 kg/m 2 ) and approximately one quarter was obese (BMI ≥ 30 kg/m 2 ) or severely obese (BMI ≥ 35 kg/m 2 ).
As expected, age-specific breast cancer incidence rates rose with increasing age (Table 2) . Compared with white women, African-American and Asian/Pacific Islander women were non-significantly more likely to develop breast cancer after adjustment for other factors (see table footnote). Increasing parity and earlier age at first birth were inversely associated with breast cancer. Later ages at menarche and natural menopause were inversely and positively, respectively, associated with breast cancer. Current menopausal hormone therapy use at baseline, regardless of duration, significantly increased risk, but the baseline questionnaire did not query hormone therapy formulation or regimen. Height, weight, and BMI were positively associated with breast cancer, although weight and BMI associations emerged only after statistical adjustment and only a few categories produced statistically significant associations.
Discussion
Our analysis of postmenopausal breast cancer in the PLCO study revealed interesting differences from the generally established epidemiology of breast cancer. Increasing age, parity, family history of breast cancer, and use of menopausal hormone therapy were all associated with breast cancer as expected. Associations with other key risk factors -age at menarche, age at menopause, and obesity -were slightly different from the previously published literature. These differences have at least two implications for ongoing and future research on breast cancer.
First, the magnitude of some risk factor associations may be changing. Published studies have reported consistent, linear risk relationships with older ages at menarche (e.g.: 5% decrease in risk per 1-year delay after age 12) and menopause (e.g.: 3% increase in risk per 1-year delay age at menopause) [8, 9, 18] . In contrast, we observed a fairly uniform decreased risk with older ages at menarche and a non-significant increased risk only in the oldest age-atmenopause group. The larger numbers of older women in the PLCO cohort could explain the lower RRs. Alternatively, inaccurate recall, especially among older women [19] , or non-differential misclassification could be a factor, because our questionnaire collected only categorical data on these ages.
Body size is positively associated with postmenopausal breast cancer [20] . In a pooled analysis of cohort studies, risk increased significantly by 7% per 4-kg/m 2 BMI increase, 7% per 5-cm height increase, and 6% per 10-kg weight increase [7] . In our analysis, all three factors increased the relative risks by 20%. Despite the large sample size, only the RRs for the highest categories were statistically significant; the BMI association was stronger than the height and weight associations.
We observed a higher RR for breast cancer for the combination of low parity and later age at first birth, whereas an earlier meta-analysis reported declining RRs with lower parity in women whose first birth occurred at older ages [21]. Both that and our study included few multiparous women who first gave birth after age 35.
These changes could reflect underlying demographic changes. Mean age of menarche among U.S. females has declined in recent decades, whereas later age at natural menopause is more common than before [22, 23] . The prevalence of women who first give birth after age 35 is increasing, as is the prevalence of obesity [24] . These factors are potentially related: obesity might spark early estrogen production and the onset of puberty, whereas parity and BMI are also associated with later age at menopause [25] [26] [27] [28] . Teasing apart the quantitative effect of these changes on risk factor associations, as well as the underlying biologic implications, may prove to be a challenge.
Changing distributions of risk factors will affect the use of risk prediction models that project individual probabilities of breast cancer and influence eligibility for clinical trials. The widely used Gail model [29] relies on readily available medical information, such as age at first birth and age at menopause. Modified prediction models incorporate additional clinical information, such as breast density [30] . If the relative risk measures that underlie the projection of absolute risks in these models are changing, then there is the potential for the models to lose some of their current calibratory and discriminatory ability. Continued assessment of model performance among newer population-based studies with diverse populations could address this and shed further light on the potential influence of changing demographics on the epidemiology of postmenopausal breast cancer.
The known risk factors for breast cancer account for perhaps only 50% of the population burden of breast cancer [31] . A polygenic model of breast cancer hypothesizes that many genetic factors contribute individually small but collectively large effects that could explain the remaining 50% of the population attributable risk [32] . Based on extensive results to date of candidate pathways, the overall effect of low-penetrance SNPs is minimal [33] . The SNPbased associations that have emerged from marker-based scans have unknown function or functions unrelated to the hormonal pathways linked with breast cancer [34, 35] .
Other important genetic markers with relevant functions might surface. Exploration of genetic factors is likely to be most fruitful if placed within the context of the known risk factors for breast cancer, both to see whether markers modify those risks or are independently associated with those risk factors [11] .
Whether known or future genetic markers can improve the performance of existing risk prediction models -or potential new models that incorporate the clinical heterogeneity of breast cancers [36] -is uncertain. Readily available lifestyle or questionnaire-based information, such as reproductive history, will remain the cornerstone of risk prediction and stratification even if it becomes easy, inexpensive, and risk-free for large numbers of women to determine their genetic profile because the small-magnitude risk associations are unlikely to be useful for prediction [37, 38] . Changes in the underlying associations between those risk factors and breast cancer would not adversely affect such evaluation, but it would require continued surveillance of breast cancer epidemiology among contemporary populations, such as PLCO, both individually and within large-scale replication efforts [32] .
Our large sample size makes it unlikely that the deviations from expectation that we observed were due to chance. Overall exposure and endpoint data were likely good, but residual confounding might exist. The questionnaire lacked information on some risk factors, such as breastfeeding [8] , physical activity [39] , and alcohol use [40] . slightly different from the U.S. population on the whole. Our analysis covered a relatively short follow-up, and continued follow-up of the PLCO population may confirm both the validity and generalizability of our findings.
Conclusion
In conclusion, this study of over 75,000 post-menopausal women suggests that population-level and demographic changes might influence the magnitude of well-established associations between certain recognized risk factors and breast cancer. These potential changes may become increasingly important as new molecular epidemiologic efforts attempt to expand upon existing methods for understanding relative and absolute risks for breast cancer.
